The usual methods for estimation of sulphonamide drugs in biological fluids depend upon diazotization and coupling with an amine (cf. Bratton & Marshall [1939] and Hynes [1940]). Although they are very accurate these methods call for reagents not commonly available in clinical laboratories, the solutions of which deteriorate rather rapidly. A method d&scribed by Werner [1939], using the yellow colour produced by adding p-dimethylaminobenzaldehyde to a solution containing the drug, avoids the inconveniences inherent in the diazotization procedure. Morris [1941] has modified Werner's method by the use of toluenesulphonic acid for protein precipitation and has introduced a citrate buffer which considerably increases the relative density of the colour and at the same time eliminates random errors which occur with the original method. However, the aldehyde reagent in Morris's method is dissolved in alcohol and it has been found that when a microcolorimeter is used fine bubbles form under the plunger which give rise to a fictitiously high result, especially if a neutral grey screen is used as a standard.
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By the use of salicylsulphonic acid for protein precipitation a blood filtrate having pH (1) and (2) mg. sulphapyridinell00 ml. blood By direct comparison mg./100 ml.
mg./100 ml. If it is desired to estimate total sulphonamide the acetyl derivative may be hydrolysed with acid and the colour developed as for free sulphonamide. Reference curves must be constructed with addition to the reagents of the amount of acid used for hydrolysis.
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Method. To 2 ml. blood ifitrate in a graduated tube add 0 5 ml. 8 % v/v (about 3 N) H2S04. Shake and stopper with a cork in the side of which a small V-shaped notch has been cut. Heat in a gently boiling water-bath for 40 min., cool, add water to 245 ml. and then 0 5 ml. 7 % aldehyde reagent.
In the particular case of the estimation of acetylsulphapyridine a complication arises owing to hydrolysis of the sulphapyridine itself during the heating. Furthermore, the rate of hydrolysis of free sulphapyridine differs significantly from that of sulphapyridine as liberated from the acetyl compound. Since the original free sulphapyridine is partially destroyed during hydrolysis of the acetyl compound the amount of colour it forms is less than that obtained by adding aldehyde reagent to unheated blood ifitrate plus acid. The proportion destroyed under the conditions given in the method has been found to be 13 %. Hence in order to calculate what proportion of the colour obtained after hydrolysis is due to the original free sulphapyridine it is necessary to multiply the density of colour obtained with unheated blood filtrate plus acid by 0-87. The remaining colour is due to hydrolysed acetylsulphapyridine, the amount of which may be derived from a reference curve constructed by means of addition of aqueous solutions of monoacetylsulphapyridine to normal blood.
The monoacetyl derivatives of the sulphonamides are easily prepared by warming with a slight excess of acetic anhydride in presence of sodium carbonate, followed by recrystallization from hot alcohol.
It should be noted that the various constants quoted above apply only to the instruments and conditions in the author's laboratory.
SUMMARY
A modification of Werner's method for the estimation of the sulphonamide drugs has been described.
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